Serum small extracellular vesicles (seVs) have recently drawn considerable interest because of the diagnostic and therapeutic potential of their miRnAs content. However, the characteristics of human, mouse and rat serum sEVs and their differences in small RNA contents are still unknown. In this study, through nanoparticle tracking analysis and small RNA sequencing, we found that human, rat, and mouse serum seVs exhibited distinct sizes and particle numbers as well as small RnA contents. Serum seVs contained not only abundant miRnAs but also a large number of tRnA fragments. Most serum miRnAs existed both inside and outside of seVs but were enriched in seVs. common serum seV miRNAs (188 miRNAs) and species-specific serum sEV miRNAs (265, 58, and 159 miRNAs, respectively) were identified in humans, rats, or mice. The serum sEVs contained miRNAs from tissues and organs throughout the body, with blood cells as the main contributors. In conclusion, our findings confirmed the rationality of exploring serum sEV miRNAs as noninvasive diagnostic markers and revealed great differences in serum sEV small RNAs between humans, rats, and mice. Inadequate attention to these differences and the contribution of blood cells to serum sEV miRNAs could hinder the clinical translation of basic studies.
The expression of CD63, CD81 and CD9, as well as calnexin and albumin in the isolated particles was determined by western blotting. Lanes from left to right are serum sEV, de-sEV serum and whole serum, respectively. The images are the representatives of three or more independent experiments. Full-length blots/gels are presented in Supplementary Fig S2. sEV, small extracellular vesicle; de-sEV, small extracellular vesicle depleted.
in depleted serum was reduced to approximately 0.80%, 1.57%, and 0.35% of that in serum sEVs in humans, rats, and mice, respectively. Detailed information on the diameters and concentrations of serum sEVs and sEVs-depleted serum are provided in Supplementary Table S1 .
To further confirm that the isolated particles were indeed exosome-enriched EVs, the expression of three tetraspanin proteins (CD63, CD81, and CD9) that are enriched in exosomes and are generally recommended as exosome biomarkers 9 , was examined by Western blotting. The bands of these markers were dark in isolated sEVs, but barely detectable in sEV-depleted serum (Fig. 1C , see Supplementary Fig. S2 online) . To evaluate the potential contamination in the isolates, the expression of Calnexin, an endoplasmic reticulum marker, and Albumin, the highest abundant proteins in the serum, were also detected by Western blotting. Compared with the dark bands of these two proteins in serum and sEVs-depleted serum, only faint bands could be observed in sEV fractions in all the three species, indicating that there was little contamination of vesicles from the endoplasmic reticulum and serum proteins in the isolated particles.
In short, the above observations proved that the methods for serum sEV isolations in the present study was effective and reliable, and suggested the size and concentration of serum sEVs differed among the three species. comparison of small RnA contents between human, rat and mouse serum seVs. Circulating small RNAs were not restricted to vesicles. The concentration and size distribution of the small RNAs in serum sEVs and sEV-depleted serum were determined with an Agilent Bioanalyzer 2100 ( Fig. 2A,B ). We found several differences among the three species. The first and the most significant difference was the small RNA concentration in both serum sEVs and sEV-depleted serum was much lower in humans, and the difference between humans and mice was significant (Fig. 2C) . Second, the size of RNAs in rat and mouse serum sEVs distributed in a relatively wide range (20-150 nt) , while those in sEV-depleted serum were mainly limited to the range of small RNA (20 to 40 nt) ( Fig. 2B ). Finally, although the pretreatment and precipitation kits effectively removed serum EVs (see Supplementary Table S1 online), sEV-depleted serum contained even more small RNAs than serum sEVs in all three species, and the difference was significant in mice ( Fig. 2C ). These RNAs might be combined with lipoproteins 10 or protein complexes 11 and are protected from RNase.
Then, small RNA sequencing was performed to elaborate the differences in the RNA species of serum sEVs and sEV-depleted serum in humans, rats and mice. According to the annotated data, miRNAs and tRNA (tRFs & tiRNAs) were the two main types of small RNA species in serum sEVs across species (Fig. 3A) . tRFs (tRNA-derived fragments) and tiRNAs (tRNA halves) are tRNA-derived noncoding RNAs. Very low proportions of ribosomal RNA (rRNA), small nuclear RNA (snRNA), and cis-reg RNA were also detected. Detailed sequencing and annotation data are provided in Supplementary Table S2 and Supplementary Table S3 .
The length of these annotated small RNAs from both serum sEVs and sEV-depleted serum formed two peaks at approximately 20-24 nt and 30-32 nt. After overlying the reads of the identified small RNAs on their length distributions, we could find miRNAs were predominantly distributed between 20-24 nt, while tRNA (tRFs & tiRNAs) constituted the other peak at 30-32 nt ( Fig. 3B) .
Again, the proportion of small RNA components varied among species. Interestingly, although the amount of small RNA in human sEVs and sEV-depleted serum was the lowest (Fig. 2C ), their proportion of miRNAs was the highest among the three species ( Fig. 3 ). In contrast, tRNAs (tRFs & tiRNAs) were the overwhelmingly dominant small RNAs in both sEVs and sEV-depleted serum from mice and rats (Fig. 3 ).
The miRNA profiles of serum sEVs and sEV-depleted serum in human, rat and mouse.
Circulating miRNAs are the focus of numerous biomarker discovery studies. We then shift our attention to the miRNAs profile of sEVs and sEV-depleted serum. Because the abundance of most miRNAs was low, we defined detectable miRNAs as those that had at least one transcript per million reads (TPM ≥ 1). Accordingly, a total of 500, 319, and 446 known miRNAs were identified from human, rat, and mouse serum sEVs, respectively, and a total of 331, 189, and 306 known miRNAs were identified from sEV-depleted serum (see Supplementary  Table S4 online). The biological replications were highly correlated in each group (Fig. 4A ). The sequencing data were further validated by qRT-PCR analysis of 6 miRNAs (miR-125a-5p, miR-125b-5p, miR-191-5p, miR-27b-3p, miR-486-5p and miR-99a-5p) with differential expression levels. As showed in Fig. 4B , the Log2 transformed TPM values of the six miRNAs were highly correlated with their corresponding relative expression levels of PCR analysis in all the three species. miRnAs inside and outside of serum seVs. It is well acknowledged that sEVs are the primary form of circulating miRNAs; however, our data suggested that a considerable proportion of miRNAs existed in sEV-depleted serum ( Fig. 5 ). Moreover, the proportion of known miRNAs in human serum sEVs was higher than those in rats and mice (human vs. rat, P < 0.01; human vs. mouse, P < 0.001), and it was also higher in rats than in mice (P < 0.05). In sEV-depleted serum, the proportion of known miRNAs in humans was still higher than those in rats and mice (P < 0.01), but no difference was found between rats and mice ( Fig. 5A ).
We further compared the frequency of known miRNAs between serum sEVs and sEV-depleted serum, and it was found that miRNAs were enriched in serum sEVs (P < 0.05), especially in rats and mice. The frequencies of known miRNAs in serum sEVs were approximately 7.22 and 2.44 times those in sEV-depleted serum in rats and mice, respectively, versus 1.34 times in humans ( Fig. 5B ).
We then asked if there were any miRNAs that existed exclusively inside or outside of serum sEVs. After comparing the miRNA profiles of serum sEVs and sEV-depleted serum from humans, rats and mice, we found that there were more known miRNA species in sEVs than sEVs-depleted serum in all three species, and most of the miRNAs identified in sEVs depleted serum also existed inside sEVs: human, 89.1%; rat, 100%; mouse, 96.7% ( Fig. 6A , see Supplementary Table S5 online). However, the miRNAs that existed exclusively inside or outside of sEVs were generally of low abundance (see Supplementary Table S5 online). Only four miRNAs that were www.nature.com/scientificreports www.nature.com/scientificreports/ exclusively detected in human serum sEVs (miR-450b-5p, miR-374a-5p, miR-942-5p, miR-576-5, TPM ranged from 12.5 to 15.0) and one (mmu-miR-98-5p, TPM = 27.5) in mouse sEVs exhibited a TPM ≥ 10; these miRNAs could be recognized as sEV-specific miRNAs, and none of the miRNAs that appeared exclusively outside of sEVs exhibited a TPM ≥ 10. Supplementary Table S3 . sEV, small extracellular vesicle; de-sEV, small extracellular vesicle depleted. among the 189 miRNAs, the TPM values of 188 miRNAs (99.5%) in serum sEVs were higher than those in sEV-depleted serum (≥3-fold), and only one miRNA showed equal expression in the two sample types; in mice, among the 296 miRNAs, the TPM values of 235 miRNAs (79.4%) in serum sEVs were higher than those in sEV-depleted serum (≥2-fold), and only two miRNAs (0.67%) showed lower TPM values inside serum sEVs (0.5-fold). The expression data for the top 30 serum sEV miRNAs are provided in Table 1 .
The common and species-specific serum sEV miRNAs among human, rat and mouse. To determine the common and species-specific serum sEV miRNAs, the human, rat, and mouse sEV miRNA profiles were aligned according to miRNA IDs and the corresponding sequences. A total of 188 common miRNAs were identified in all three species (Fig. 6C , see Supplementary Table S6 -1 online). Although these 188 miRNAs were common across the species, their expression patterns were distinct (Fig. 6D ). The top 30 common miRNAs based on the abundance of human serum sEV miRNAs are provided in Table 2 . Accordingly, 265, 59, and 159 miRNAs that were detectable exclusively in humans, rats, or mice were defined as species-specific serum sEV miRNAs ( Fig. 6C , see Supplementary Table S6 -2 online). www.nature.com/scientificreports www.nature.com/scientificreports/ Common serum miRNAs were generally highly expressed; 108 out of 188 miRNAs in humans (57.4%), 115 out of 188 miRNAs in rats (61.2%), and 125 out of 188 miRNAs in mice (66.5%) presented a TPM ≥ 10. However, most of the species-specific miRNAs were low in abundance. Only 37 out of 265 human-specific miRNAs (14.5%), 9 out of 59 rat-specific miRNAs (15.5%), and 13 out of 159 mouse-specific miRNAs exhibited a TPM ≥ 10 (8.2%). The species-specific serum sEV miRNAs with relatively high abundance (TPM ≥ 10) are provided in Table 3 .
Top ranked serum sEV miRNAs and their plausible sources. The most abundant serum sEV miRNA in humans was miR-486-5p, while that in rats and mice was miR-191-5p. Surprisingly, these miRNAs accounted for 69.6%, 58.4%, and 21.6% of all detectable miRNAs in humans, rats and mice, respectively. The top 10 most abundant miRNAs accounted for 93.0%, 84.2% and 67.3% of all detectable miRNAs in humans, rats, and mice, respectively ( Fig. 7 ). Among these top 10 miRNAs, humans shared 5 with either rats or mice, while rats and mice shared 8 with each other.
To analyze the possible sources of serum sEV miRNAs, the cell types and tissue enrichment of the top 10 human serum sEV miRNAs were annotated according to the DASHR v2.0: database (http://dashr2.lisanwanglab.org/) 12 (Table 4 ). miR-486-5p, the top human serum sEV miRNA, was exclusively detected in erythrocytes; miR-92a-3p, the second-ranked miRNA, was highly expressed in mature erythrocytes, CD4 + T cells, monocyte-derived macrophages and the brain and lungs; miR-451a, the third-ranked miRNA, was highly expressed in peripheral blood mononuclear cells and lung, adipose, skin, and breast tissues. Thus, blood cells, including mature erythrocytes, CD4 + T cells and monocyte-derived macrophages, were the main contributors to the serum sEV miRNAs. Some serum sEV miRNAs come from certain tissues and organs throughout the body, including adipose, skin, brain, lung, breast, pancreatic islet, colon, kidney, prostate, ventricular-myocardium, fibroblast and gastric tissues.
We also sought to explore the tissue-specific distribution of serum sEV miRNAs in rats and mice. In mice, the available data on the tissue-specific distribution of miRNAs are very limited. For rats, there is an available miRNA expression atlas from male rats 13 , but it only includes miRNA expression data from the parenchyma organ. Among the top 2 miRNAs, miR-191-5p was only detectable in the rat lymph nodes, spleen, and thymus, while miR-486-5p was not detected in any of the parenchymal organs. The other miRNAs showed a variety of tissue origins (see Supplementary Table S7 online). 
Discussion
In this study, serum sEVs from humans, rats and mice were isolated and characterized. The small RNA contents as well as the miRNA contents of serum sEVs and in sEV-depleted serum were compared among healthy humans, rats and mice by small RNAseq analysis.
High recovery and reproducibility of sEV isolation are very important for the translational study of serum sEVs; therefore, the data obtained by different research groups may be comparable. Based on our previous studies 14, 15 and recent reports 16 , serum sEV isolation by precipitation presents the advantages of high recovery and is suitable for small RNA-Seq. Therefore, we used a commercially available precipitation kit for exosome isolation in the present study. The kit efficiently isolated serum sEVs with little contamination from membranous organelles or serum proteins.
Human, rat, and mouse serum seVs possessed distinct sizes and particle numbers as well as small RNA contents and might transmit information through differential small RNA patterns. Through nanoparticle tracking analysis, we found that the size and number of serum sEVs varied between the species. The size of human sEVs was the largest, but the number of sEVs per unit volume of serum and the content of sEV small RNA were lowest in humans. The size of mouse sEVs was the smallest, but the number of sEVs per unit volume of serum and the content of sEV small RNA were highest in mice. These characteristics of rat serum sEVs were intermediate (Fig. 1B, Fig. 2 ). www.nature.com/scientificreports www.nature.com/scientificreports/ Through small RNA sequencing, we found that serum sEVs contained not only abundant miRNA but also a considerable amount of tRNA fragments (tRFs & tiRNAs). Further analyses revealed that although human serum presented the lowest number of sEVs and the lowest total amount of sEV small RNA, the ratio of miRNAs in small RNAs was highest in humans (reaching 52.1%). Mouse serum exhibited the greatest number of sEVs and www.nature.com/scientificreports www.nature.com/scientificreports/ the highest total content of small RNA, but the ratio of miRNAs was lowest in mice (only 12.9%), and the other annotated small RNAs mostly consisted of tRNA fragments (Fig. 3 ). Compared to human sEVs, rat and mouse serum sEVs presented a much higher content of tRNA fragments (tRFs & tiRNAs) than miRNAs, which suggests that rat and mouse serum sEVs might transmit information through differential small RNA patterns.
On the other hand, we propose that the significant increase in tRNA fragments in mouse and rat serum sEVs might correspond to the shorter life cycle and more vigorous metabolism of mice and rats 17 , leading somatic cells to generate and discard more intracellular RNA fragments via sEVs. As early hypotheses and recent findings have suggested, sEVs might also function as cellular garbage bags that expel unusable or even harmful cellular constituents from cells 18, 19 .
Most serum miRnAs existed both inside and outside of the seVs but were enriched in seVs.
The miRNA proportions both inside and outside of sEVs were highest in humans among the examined species ( Fig. 5A ). Although the types of serum sEV miRNAs overlapped with those outside of serum sEVs, most miRNAs were enriched inside serum sEVs, especially in rats and mice (Fig. 6B) . We also identified a few serum sEV-specific miRNAs in humans and mice that were detectable exclusively in serum sEVs and presented a TPM ≥ 10. None of the highly abundant serum miRNAs appeared exclusively outside of sEVs in all three species.
To compare the miRNA data from serum sEVs and those from whole serum in previous studies, the present miRNA sequencing data of serum sEVs were compared to a widely referenced healthy human serum miRNA profiling study 1 . Among the serum miRNAs reported by Chen et al., 89.9% (80 out of 89 miRNAs) were detected in the present study (see Supplementary Fig. S3A , and Supplementary Table S8 online). Most of Chen's serum miRNAs (78 out of 89 miRNAs) were found in serum sEVs, and 62.8% (49 out of 78 miRNAs) of which were enriched in serum sEVs (fold change > 2.0). The abundance of the miRNAs detected in serum sEVs was positively correlated with that in Chen's study (see Supplementary Fig. S3B online) . www.nature.com/scientificreports www.nature.com/scientificreports/ These observations affirmed the reproducibility of the detection of serum miRNAs among different populations by independent research groups, verified the enrichment of miRNAs in serum sEVs, and supported the possibility and necessity of using serum sEV miRNAs as biomarkers with increased sensitivity 4, 20 . However, the present study only compared the components of miRNAs between serum sEVs and sEV-depleted serum from healthy individuals. It is important to expand this work to examine the differences under pathological conditions. Common and unique serum sEV miRNAs among humans, rats and mice. For translational studies, it is essential to determine the common serum sEV miRNAs among humans, rats, and mice. In the present study, a total of 188 serum sEV miRNAs that existed in all three species were identified as common miRNAs (see Supplementary Table S6 online). These common serum miRNAs were generally high in abundance. However, the relative expression of these common miRNAs was still different between the species (Fig. 6D) . Consequently, when using a rat or mouse model to study the biological significance or biofunctions of serum sEV miRNAs, we would recommend focusing on serum sEV miRNAs of higher abundance that are shared among species.
Serum seVs may contain miRnAs from tissues and organs throughout the body, with blood cells as the main contributor. By searching the relevant databases and performing a literature review, we
found that serum sEV miRNAs may originate from tissues and organs throughout the body, including blood cells, skin, adipose tissue, and various internal organs (Table 4 ). Hence, the type and quantity of serum sEV miRNAs could reflect the physiological and pathological states of tissues and organs 6, 21 .
Although 500, 319 and 446 known miRNAs were detected in human, rat and mouse serum sEVs, respectively, the top 10 serum sEV miRNAs accounted for 93.0%, 84.2% and 67.3% of all detectable miRNAs in humans, rats and mice, respectively. Compared to humans and rats, the category of miRNAs carried by serum sEVs showed more diversity in mice. Even more impressively, the most abundant miRNAs in serum sEVs came from blood cells. In human serum, miR-486-5p and miR-92a-3p accounted for 69.6% and 8.7% of the total serum sEV miR-NAs, respectively (Fig. 7) . It is reasonable for blood cells to be the main cellular components of blood, and the sEVs released by blood cells carrying certain miRNAs were found to be important contributors to circulating cell-free miRNAs. Therefore, in the assessment of serum sEV miRNAs as diagnostic or prognostic markers, we should not neglect the contribution of blood cells.
A number of published serum diagnostic markers are blood cell-enriched miRNAs (e.g., miR-486-5p and miR-92a-3p). PubMed searches revealed more than 40 manuscripts published between September 2013 and April 2019 that reported either miR-486-5p or miR-92a-3p as a serum biomarker for cancer, inflammatory conditions or immune disorders [22] [23] [24] [25] [26] [27] . Based on the present study, we propose that efforts to convert these miRNAs into diagnostic markers or therapeutic targets should be approached with great caution, as they may reflect a blood cell-based phenomenon rather than a pathological condition. However, because of their rare characteristic of travelling throughout the body, blood cells could act as very important messengers or regulators in either physiological or pathological conditions. The biofunctions of these blood cell-originating top serum sEV miRNAs deserve further investigation. the potential role of serum seV tRfs & tiRnAs. In the present study, we found considerable tRNA contents (tRFs & tiRNAs) in serum sEVs from all three species. tiRNAs are produced by specific cleavage in the anticodon loop of mature tRNA to generate 5′-tRNA and 3′-tRNA halves (30-35 nt) , and tRFs are fragments derived from tRNA or pre-tRNA (15-30 nt) 28, 29 . These tRNAs are known to act as microRNAs in RNA interference 29 and to inhibit protein synthesis 30 . It has been reported that the composition and abundance of tRFs and tiRNAs vary with disease conditions such as those associated with cancers 31, 32 , acquired metabolic disorders 33 , neurological disorders 34 , and pathogen infections 35 . However, tRNA (tRFs & tiRNAs) populations are highly enriched in biofluids, sometimes to levels higher than those of microRNAs 36 . Although miRNAs are the main candidate for biofluid-based biomarker discovery at present, considering the high abundance of tRFs and tiRNAs in body fluids 36 , Serum preparation. Blood was collected from healthy volunteers by standard antecubital vein phlebotomy using serum vacuum tubes (BD Vacutainer, 367814). The collected whole blood was left undisturbed for 1 h at room temperature and 2 h at 4 °C and then centrifuged at 1,000 g at 4 °C for 10 min. The resulting serum was transferred to a clean tube and centrifuged again at 2,000 g before aliquoting and storage at −80 °C. Blood was collected by left ventricular or orbital puncture from male SD rats (200-250 g, 8 weeks) and C57BL/6 mice (20-25 g, 8 weeks). To prevent hemolysis, aspiration was performed slowly and evenly. Serum was obtained via the same protocol used for human serum preparation. isolation of small extracellular vesicles (seVs, exosomes). Serum samples were thawed on ice. Pools of 4 to 5 samples (equal-volume) from the same species were used for these experiments. The starting volume of the pooled serum for all sEV isolation experiments was 500 µl. Each 500 µl pooled serum sample was centrifuged at 21,000 g at 4 °C for 15 min to remove debris and large EVs 38 . Exosome-enriched sEV fractions were precipitated by using ExoQuick (System Biosciences Inc., Mountain View, CA) according to the manufacturer's instructions. Briefly, 1/4 volume of ExoQuick solution was added to the sera, and the samples were incubated at 4 °C for 40 min. The mixture was then centrifuged at 1,500 g for 30 min. The pelleted sEV fraction was resuspended in 100 μl particle-free PBS (Sigma, P4417). The supernatant was collected as sEV-depleted serum. In some cases, serum sEVs, sEV-depleted serum, or whole serum was lysed in RIPA (Beyotime Biotechnology, Shanghai, China) for protein sample preparation or TRIzol (Life Technologies, Carlsbad, CA) for RNA sample preparation.
Nanoparticle tracking analysis (NTA). The size and particle concentration of the serum sEVs and particles in sEV-depleted serum were measured by NTA (NanoSight NS300, Malvern, UK) as described previously 14 . Samples were diluted 2,000-fold in particle-free PBS. The measurement time was 60 s, and the number of frames per second was 25. Triplicate measurements were obtained from each sample. transmission electron microscopy. Serum sEVs were visualized using transmission electron microscopy (TEM) 39 . Briefly, 30 μl of an sEV suspension was mixed with 30 μl of 4% paraformaldehyde for fixation; 10 μl of this mixture was transferred to each of formvar/carbon-coated electron microscopy grids, followed by incubation for 20 min and washing 3 times in PBS. The grids were transferred to a 50 μl drop of 1% glutaraldehyde and fixed for 5 min, then transferred to a 100 μl drop of distilled water and washed for 2 min. To contrast the samples, grids were negatively stained in a 50 μl drop of uranyl-oxalate solution, pH 7.0, for 5 min. Finally, the grid was embedded in a 50 μl drop of methyl-cellulose-UA (a mixture of 4% uranyl acetate and 2% methylcellulose in a ratio of 100 ml/900 ml, respectively) for 10 min on ice in the dark and air-dried. The preparations were examined by TEM (HT7700, Hitachi Ltd., Tokyo, Japan) at an accelerating voltage of 80.0 kV.
Western blotting. sEV samples were lysed in ice-cold RIPA buffer (Beyotime, China) on ice for 15 min and centrifuged at 13,000 g for 10 min. The protein concentration in the supernatant was determined via the BCA assay (Pierce, NCI225CH). Thirty micrograms of total protein was separated by 12% sodium dodecyl sulfate-polyacrylamide gel electrophoresis and electroblotted onto a PVDF membrane (Millipore, USA). The membrane was blocked with 5% nonfat milk PBST for 1 h at RT and then incubated with primary antibodies against CD63 (rabbit polyclonal, System Biosciences, EXOAB-CD63A-1), CD81 (rabbit recombinant monoclonal, Abcam, ab109201), CD9 (rabbit polyclonal, System Biosciences, EXOAB-CD9A-1), calnexin (rabbit polyclonal, Proteintech, 10427-2-Ap) and albumin (rabbit polyclonal, Proteintech, 16475-1-AP) overnight. After incubation with a goat anti-rabbit HRP secondary antibody (Jackson Immunoresearch, West Grove, PA, 111-035-003) for 1 h at RT, protein bands were visualized using an enhanced chemiluminescent (ECL) substrate (Tanon, Shanghai, China, 180-501).
RnA extraction and characterization. Total RNA was extracted from serum sEVs and sEV-depleted serum samples using TRIzol reagent (Life Technologies, Carlsbad, CA) according to the manufacturer's Sequencing data analysis and validation. Small RNA sequencing data analyses were performed as described in Supplementary Fig. S4 . First, by using Cutadapt (version 1.7.1) and the FASTX Toolkit (version 0.0.13), adaptors as well as low-quality reads (Q30 < 80%) and low-complexity reads were removed from the raw reads (the total unfiltered reads obtained from the HiSeq. 2500 platform), and the remaining reads were designated as clean reads. Thereafter, reads shorter than 15 nt or longer than 41 nt were filtered from these clean reads to obtain valid reads. To annotate the known miRNAs, these filtered reads were subjected to Blast searches against miRNA sequences downloaded from miRBase (Release 22.0). The unmapped reads were aligned against Rfam (version 11.0) using Blastn software to annotate the tRNA, rRNA, snRNA, and Cis-reg species. The reads filtered by Rfam were aligned against the corresponding genome and repeat databases to identify degraded mRNA fragments (gene) and repeats. We also tried to annotate known tRFs and tiRNAs. The valid reads were subjected to Blast searches against tRF and tiRNA sequences downloaded from GtRNAdb (Genomic tRNA Database Release 18.1) and tRFdb (A relational database of Transfer RNA related Fragments) 40 . The length distribution and unique reads were generated from the obtained valid reads and mapped reads. The expression of miRNAs was normalized as transcripts per million reads (TPM). Trimmed sequencing reads were deposited in the European Nucleotide Archive (data for humans, https://www.ebi.ac.uk/arrayexpress/experiments/E-MTAB-8376; data for rats and mice, https://www.ebi.ac.uk/arrayexpress/experiments/E-MTAB-8377).
The expression of miRNAs in serum sEVs and sEV-depleted serum was validated by quantitative reverse transcription polymerase chain reaction (qRT-PCR) as described previously 13 using the same batch of samples prepared for small RNA sequencing. Six miRNAs (miR-125a-5p, miR-125b-5p, miR-191-5p, miR-27b-3p, miR-486-5p and miR-99a-5p) with different levels of expression were selected for validation. The primers used for RT-PCR are provided in Supplementary Table S9 .
Statistical analysis. The data are presented as the mean ± SD. Comparisons between means were assessed by Student's t-test or one-way ANOVA using GraphPad Prism (Prism 5.0; https://www.graphpad.com/ scientific-software/prism/). P values of less than 0.05 were regarded as statistically significant. In some cases, the miRNA expression in serum sEVs and sEV-depleted serum was compared, and differentially expressed miRNAs were identified on the basis of a fold change ≥2 or ≤0.5. Except for small RNA sequencing, which included two biological replicates for each group, the data provided in the present study came from three or more independent experiments.
